. PHRF1 did not localize to -H2AX associated nuclear foci. antibody was simultaneously incubated with anti--H2AX, RNF8, and BRCA1 antibodies, respectively.
For clonogenic assays, PHRF1-depleted HeLa cells were exposed to CPT (2 M) for 24 h or etoposide (10 M) for 1 h and PHRF1-overexpressing cells were treated with CPT (5 M) for 24 h or etoposide (25 M) for 1 h. Cells were allowed to grow for 10 days until colonies were formed. Laser microirradiation. Cells were pre-sensitized with 10 μM of 5-bromo-2.-deoxyuridine (BrdU; Sigma Aldrich) in normal medium for 24 h at 37°C.
Supplementary
Laser micro-irradiation was carried out with a Leica SP5 X Inverted Confocal
Microscope and a 405 nm laser diode. Laser settings (full output, 2 scans) were used to generate DNA damage that was restricted to the laser path in a pre-sensitization-dependent manner with minimal cellular toxicity.
